Raw data and fits to the data are shown in fig. S4 . The data were measured at 25°C (ADP) or 12°C
(AMPPNP, c-di-GMP). The cell volume was 1.4 ml, the syringe volume 300 μL.
* Heat of ADP dilution has been subtracted from the data. † Note that at the employed concentration, the protein is not saturated with c-di-GMP at the start of titration. Thus, upon titration, a contribution to the generated heat by c-di-GMP binding or unbinding should be considered. Furthermore, the problem is compounded by the distinct sign of the two ΔH contributions (endo-and exothermic binding of c-di-GMP and mono-nucleotide, respectively). Therefore, the given values have to be considered as effective parameters only. ‡ No reliable fit due to very low signal. Parameters were obtained from the fit of the kinetic model ( Fig. 7 ) to the data shown in Fig. 5B . In addition, a scale-factor was refined that relates autoradiograph readings to the concentration of CckA-ΔTM~P.
* not refined, set to apparent Kd obtained by ITC for ADP or AMPPNP (table S2) . sequences that could be aligned confidently. Note that this region is very variable with the exception of a conserved P and N, and the DITE motif (labeled with CckA residue numbers).
